We found that when rat brain synaptosomes were pre-loaded with [3H]-5-hydroxy tryptamine ([3H]-5-HT) and further incubated with 60 mM KCI, [3H]-5-HT was released from the preparation (1). Furthermore, we obtained evidence which suggested that Na+ and Ca2+ are requirements for 5-HT release but microfilaments or contractile protein do not participate in the release mechanism (1). To obtain further information, particularly with respect to ATPase activity, we studied the effect of reserpine, ouabain and p-chloromercuri benzoate (PCMB) on the release of 5-HT from synaptosomes, in vitro. 
cerebellum) was rapidly removed and dissected. The crude synaptosomal S1-fraction was prepared by the technique of Segawa et al. (2) . Uptake of [3H]-5-HT into S1-fraction was performed by the modified method of Nomura et al. (3) and Nomura et al. (4) . At the end of incubation period, the reaction mixture was centrifuged at 11,500 g for 20 min and after twice washing the crude mitochondrial P2 fraction it was suspended in Krebs-Ringer solution to yield a final protein concentration of 3.0-3.6 mg/ml. Release of [3H]-5-HT from P2-fraction was performed by the method of Segawa et al. (1) . After pre-incubation for 20 min at 30'C with 0.1 ml of 0.015 M Tris-buffered saline or test drugs dissolved in this solution, the samples were further incubated for 10 min with 60 mM KCI. After centri fugation at 11,500 g for 20 min, the radioactivity in the supernatant and the pellet was Initial rate of release was very rapid. Thus, within 5 min after incubation, more than 30 % of the radioactivity taken up during incubation was released. Thereafter, continuous slow release was observed for 30 min. Incubation with 60 mM KCl increased the tritium release from synaptosomes and the difference between these two releases is referred to as potassium-induced release. As is shown in Table 1 , reserpine (10-6 M) increased both the spontaneous and the potassium-induced release, though the increase in the spontaneous release was non-sig nificant. Ouabain (10-5 M) did not affect either the spontaneous or the potassium-induced release but at 10-4 M this compound increased the spontaneous release and attenuated the potassium-induced release.
As ouabain does inhibit synaptosomal Na+, K+-ATPase at 10-5 M (7), there was some doubt about the direct involvement of Na+, K+-ATPase in the release of 5-HT from synaptosomes. There are at least two possible explanations for the increase of the spontaneous release by ouabain. First, as has been reported (8-10), ouabain directly increased the influx of external Cal+. Second, reuptake mechanism of 5-HT was impaired by ouabain. The attenuation of the potassium-induced release by ouabain is partly due to the marked increase in the spontaneous release. PCMB did not affect either the spontaneous or the potassium-induced release at 10-5 M but at 10-4 M, markedly increased the spontaneous release and decreased the potassium-induced release (Table 1) .
PCMB inhibited significantly Na+, K+-, Mgt+ and Cat+-ATPase at 10-s M (Table 2) .
Therefore, the concentration required to affect the 5-HT release was one order higher than that required to inhibit ATPase. This implies that PCMB affects 5-HT release through its effect on a cellular function other than ATPase.
